Summary. The 
Introduction
Previous studies have suggested that specific receptors with high affinity for human LH and HCG are present on granulosa cells harvested from pig follicles (Kammerman, Canfield, Kolena & Channing, 1972; Channing & Kammerman, 1973a) . However, there is little information about the binding of FSH to granulosa cells: specific binding of iodinated FSH to rat granulosa cells has been demon¬ strated by autoradiographic techniques (Midgley, 1973; Presi, Pospisil, Figarova & Krabec, 1974) and the numbers of specific FSH receptors on rat granulosa cells have been measured (Nimrod, Erickson & Ryan, 1976) .
The present report is of the specific binding of LH and FSH to porcine granulosa cells during follicular maturation.
Materials and Methods
Highly purified human LH (Lot No. 235014 ) and human FSH (Lot No. 235015) were purchased from Calbiochem, Inc., California. Iodination of LH and FSH was carried out by the lactoperoxidase method described by Miyachi, Vaitukaitis, Nieschlag & Lipsett (1972) , which employed 2 ug FSH, 1 mCi-equivalent of Na 125I and 10 ng lactoperoxidase in 60 µ 0-4 M-sodium acetate, pH [5] [6] . After incubation at room temperature for 30 min, three separate portions of 10 ng H202 (in 5 µ ) were added at 10-min intervals. The reaction was stopped by adding 0-5 ml 005 M-dithiothreitol. The labelled hormone was separated from excess Na125I by gel filtration on a Bio-Gel P-60 column. The specific activity of the LH and FSH was consistently in the order of 40-60 uCi/ug. The labelled hormone was stored at 4°C in a 014 M-NaCl-001 M-sodium phosphate buffer, pH 7-4, containing 0-5 % bovine serum albumin and 5 µg sodium ethylmercurithiosalicylate/ml. No change in binding activity was found after 4 weeks of storage.
Granulosa cells were collected as described by Channing (1970) by aspiration from small (1-2 mm), medium (3-5 mm) and large (6-10 mm) follicles from 6-12-month-old pigs. The To detect the effect of oestrogen on the binding of LH and FSH, 10-100 ug diethylstilboestrol (Nutritional Biochemicals, Corp., Cleveland, Ohio) were added to the tubes containing 500 µ granulosa cell suspension. The tubes were incubated for 120 min at 37°C in a shaking incubator. After centrifugation the supernatant was removed by suction. The cells were resuspended in Medium 199 and the binding of 125I-labelled LH and FSH was tested as described.
Results
The appearances of haematoxylin and eosin stained smears of the granulosa cells obtained from small, medium and large follicles did not differ significantly. The mean (+ S.E.M.) cell diameters of the individual granulosa cells harvested from the three sizes of follicles were also similar (small, 13-6 ± 0-6 µ ; medium, 141 ± 0-8 urn; large, 13-9 ± 0-6 µ ).
Incubation of granulosa cells from the three types of follicles resulted in a significant amount of labelled hormone being bound. The binding increased gradually from 30 to 120 min. The granulosa cells collected from large follicles bound much more 125I-labelled LH per cell than did cells collected from small or medium-sized follicles ( < 0 1) ( Table 1 ). In contrast, the granulosa cells from small follicles bound much more 125I-labelled FSH per cell than did cells obtained from medium or largesized follicles (P < 001 ; Table 1 ). These differences in hormone binding cannot be attributed to dif¬ ferences in cell size, because the diameters of the granulosa cells were similar, whatever their source. (Kammerman et al, 1972; Channing & Kammerman, 1973b (Channing & Kammerman, 1973a) . This increased gonadotrophin binding may explain why LH is capable of stimulating cyclic AMP production and progesterone only in the mature follicle cell (Channing & Kammerman, 1973a) . The increased binding represents an increase in the number of binding sites on granulosa cells during follicle maturation (Kammerman & Ross, 1975 (Goldenberg, Bridson & Köhler, 1972) . Our experiments with diethylstilboestrol showed enhanced binding of labelled LH and suppressed binding of labelled FSH to granulosa cells harvested from small and medium-sized pig follicles. In contrast, Richards (1975) and Richards & Midgley (1976) 
